BamHI-NotI digestion from the pGEX-4T-2-IRG constructs and Irgm2, -m3, and -d by EcoRIApaI restriction from the respective pEGFP-C3 constructs. Restriction enzymes were from New England Biolabs. Mutations and epitope tags were introduced by conventional PCR or according to the "QuikChange" site-directed mutagenesis kit (Stratagene) protocol. The ctag1 C-terminal epitope tag replaces the last two residues (RN) of Irga6 with the sequence KLGRLERPHRD (formerly IIGP1-m, (Uthaiah et al, 2003) ). In case of Irgd-ctag1 the same 13 residues were added after the last amino acid of the protein. The bacterially expressed Irga6 proteins all carry the extension GSPGIPGSTT at the N terminus due to cleavage of the GST fusion by thrombin. All constructs were verified by sequencing. min. After three washes in distilled water for 5 min, samples were dehydrated by sequential incubation in 30%, 50%, 70%, 95% and three times in 100% acetone for 20 min each. Samples were infiltrated by incubation in 2 parts acetone/1 part Spurr resin, followed by 1 part acetone/2 parts Spurr resin (2 hours each) and 100% Spurr resin twice for 24h. Samples embedded in 100%
Spurr resin polymerised for 24 hours at 60°C. Ultrathin sections were cut using a Reichart OMU4
Ultracut ultramicrotome (Leica Microsystems). Sections were stained in uranyl acetate and lead citrate and examined and imaged using a JEOL 100CX transmission electron microscope (JEOL). 
